Background: Infectious diarrhea leads to significant mortality in children, with 40 % of these deaths occurring in Africa. Classic human astroviruses are a well-established etiology of diarrhea. In recent years, seven novel astroviruses have been discovered (MLB1, MLB2, MLB3, VA1/HMO-C, VA2/HMO-B, VA3/HMO-A, VA4); however, there have been few studies on their prevalence or potential association with diarrhea. Methods: To investigate the prevalence and diversity of these classic and recently described astroviruses in a pediatric population, a case-control study was performed. Nine hundred and forty nine stools were previously collected from cases of moderate-to-severe diarrhea and matched controls of patients less than 5 years of age in Kenya and The Gambia. RT-PCR screening was performed using pan-astrovirus primers. Results: Astroviruses were present in 9.9 % of all stool samples. MLB3 was the most common astrovirus with a prevalence of 2.6 %. Two subtypes of MLB3 were detected that varied based on location in Africa. In this case-control study, Astrovirus MLB1 was associated with diarrhea in Kenya, whereas Astrovirus MLB3 was associated with the control state in The Gambia. Classic human astrovirus was not associated with diarrhea in this study. Unexpectedly, astroviruses with high similarity to Canine Astrovirus and Avian Nephritis Virus 1 and 2 were also found in one case of diarrhea and two control stools respectively. Conclusions: Astroviruses including novel MLB-and VA-clade members are commonly found in pediatric stools in Kenya and The Gambia. The most recently discovered astrovirus, MLB3, was the most prevalent and was found more commonly in control stools in The Gambia, while astrovirus MLB1 was associated with diarrhea in Kenya. Furthermore, a distinct subtype of MLB3 was noted, as well as 3 unanticipated avian or canine astroviruses in the human stool samples. As a result of a broadly reactive PCR screen for astroviruses, new insight was gained regarding the epidemiology of astroviruses in Africa, where a large proportion of diarrheal morbidity and mortality occur.
Background
Diarrheal disease is a leading cause of death in children under five years of age worldwide [1] , and a high proportion of these deaths, approximately 40 %, occur in Africa [2] ; however this population has been rarely studied [3] . Additionally, infectious diarrhea causes significant morbidity including growth faltering, malnutrition and impaired cognitive development [4] .
Classic human astroviruses (HAstV) are a well-established etiology of viral gastroenteritis, causing approximately 2 % to 8 % of childhood diarrhea in Africa [5] [6] [7] [8] [9] [10] . All 8 serotypes of HAstV have been associated with diarrhea. Since 2008, seven highly divergent astroviruses (MLB1, MLB2, MLB3, VA1/HMO-C, VA2/HMO-B, VA3/HMO-A, VA4) have been discovered in human stool samples [11] [12] [13] [14] [15] [16] . To date, there have been few prevalence studies and no definitive disease association established for these viruses.
MLB1 was the first of these to be discovered and has been detected in stools across the world including Australia, Asia, Africa, North America and Europe [11, 13, [15] [16] [17] [18] [19] [20] [21] [22] . Furthermore a seroepidemiologic study of MLB1 demonstrated that primary exposure occurs in childhood and that seropositivity reached 100 % by adulthood [23] . One case-control study of MLB1 has been reported of Indian children that did not show an association of MLB1 with diarrhea [24] . MLB2 was initially discovered in stool, and MLB2 viremia in a febrile child has been described [25] . MLB3 was described recently in India in 2013 and found in 0.6 % of stools sampled [12] .
VA1/HMO-C was first identified in an unexplained outbreak of gastroenteritis [14] and has since been detected in the brain of multiple immunocompromised patients with encephalitis [26] [27] [28] . This virus has been found to have a seroprevalence of 65 % in adults [29] . VA2/HMO-A and VA3/HMO-B have been described in stools from Nigeria, Pakistan, and India, while VA2/ HMO-A has additionally been found in stools from the United States, China and Egypt [11, 13, 18, 21] . VA4 was recently discovered in 2 stool samples from Nepal [12] .
Due to the limited data on these novel astroviruses, the objective of this study was to explore the prevalence and diversity of astroviruses in a pediatric population using cases of moderate-severe diarrhea (MSD) and matched controls in Kenya and The Gambia.
Results
Astroviruses were present in 9.9 % of all samples and represented primarily a mixture of classic, MLB and VA astroviruses (MLB3 2.6 %, HAstV 2.5 %, MLB1 1.7 %) ( Table 1) . MLB3 was the most prevalent astrovirus, followed by HAstV and MLB1.
MLB3 was detected more frequently in controls than in diarrhea cases in The Gambia (4.7 % controls vs 1.1 % cases; p = 0.0421) as well as overall (4.2 % controls vs 0.9 % cases; p = 0.0071). Sequencing of the amplicons from the MLB3 positive samples from 6 of 7 Kenyan samples yielded sequences that shared 97-99 % identity with the reference MLB3 strain. However, the seventh Kenyan sample and all 18 positive samples from The Gambia shared only 88-89 % identity to the reference MLB3 strain, demonstrating that a previously unrecognized diversity of MLB3 subtypes exists (Fig. 1) .
MLB1 was significantly associated with diarrhea in Kenya (6.1 % cases vs 0.6 % controls; p = 0.0217). All of the MLB1 positive stools in Kenya occurred in a 4 month timeframe of stool collection between May-August of 2008 with 7 of the 12 positive samples collected within 12 days. By contrast, prevalence of MLB1 was lower in The Gambia, 3 of the 4 detections occurred in March and April, and no association with diarrhea was observed (0.8 % cases vs. 0.6 % controls). There was no difference in the prevalence of classic astroviruses between cases and controls (2.7 % cases vs. 2.4 % controls). VAclade viruses were detected at low prevalence (VA1 and VA2) or not at all (VA3 and VA4).
The results of previous microbiologic testing for 17 diarrhea pathogens for these samples [3] were used to determine if any of the known pathogens were detected with any astrovirus more frequently than by chance. Prevalence of Campylobacter jejuni infections in the aggregate Kenya and The Gambia population was 4.5 % (5.8 % of cases and 3.4 % of controls) ( Table 2 ). Codetection of MLB1 and Campylobacter jejuni was significant; 5 of the 16 stools positive for MLB1 were also positive for C. jejuni (p = 0.0005). All five of the samples with both MLB1 and C. jejuni were diarrhea cases.
Sequencing 
Discussion
In summary, astroviruses are commonly found in pediatric stool samples in Kenya and The Gambia. While there have been a few reports describing the prevalence of recently identified astroviruses in African countries such as Egypt and Nigeria [13, 18] there have been no studies from Kenya or The Gambia. Astrovirus MLB3 was recently discovered in India in 2013 [12] and has not been previously detected in Africa; however, it was the most frequently detected of all of the astroviruses in this study. This is only the second study reporting MLB3 and the first case-control study of MLB3 performed. Compared to the initial study in India, MLB3 was detected at a prevalence four times higher in Africa [12] . Furthermore, there is a novel diversity of MLB3 viruses, as a distinct subtype of MLB3 that differed by > 10 % from the reference MLB3 was detected. Prior studies of the 8 classic human astrovirus serotypes have also shown geographic strain variation [33] .
Interestingly, MLB3 was negatively associated with moderate-severe diarrhea in The Gambia. Although viruses are generally associated with undesirable consequences, a recent animal model showed that enteric viruses may also have beneficial functions [34] . In the animal model, murine norovirus provided protection against mucosal damage and supported intestinal homeostasis in germ-free and antibiotic-treated mice. The association of MLB3 with the control state, may indicate that MLB3 can similarly provide protection from diarrhea in this population. Alternatively, MLB3 may be a pathogen of another organ system and affected by diarrhea-associated changes in the gut. There was a positive association between MLB1 and diarrhea in this matched case-control study in Kenya, raising the possibility that MLB1 may play a role in the etiology of diarrhea. However, no association was observed in The Gambia. In Kenya, there was a clustering of positive stools over a 12 day time period. This could indicate an outbreak of MLB1 leading to diarrhea and increased prevalence that was not captured in The Gambia. The association of MLB1 with diarrhea also differed from a prior case-control study in India [24] . Although the aggregate analysis of Kenya and The Gambia together still yields a statistically significant association with diarrhea overall (p = 0.0221), the different results from the two sites renders it difficult to make definitive conclusions.
Clearly the two geographic sites yielded distinct prevalence rates for both MLB1 and MLB3. Geographic variation of eukaryotic viruses occurs [35] and likely contributed to our findings. These observations underscore the need for additional studies in diverse geographic sites to better define the prevalence of these novel astroviruses.
This study showed a significant association between MLB1 and C. jejuni. Campylobacter is typically a foodborne or zoonotic disease [36] , while classic human astrovirus is most commonly transmitted by human to human contact [33] . Although the route of transmission of MLB1 is currently unknown, the high rate of codetection could be due to similar transmission of MLB1 and Campylobacter through food or water. Previous studies have shown that mixed infections with Campylobacter and other pathogens are common [37, 38] , and specific virus-induced cell alterations enhanced the invasiveness of C. jejuni in a cell culture model [39] . These observations raise the question of whether there may be synergistic effects between these agents and whether those effects play a role in the etiology of diarrhea, as all co-detections occurred in cases with diarrhea. Although HAstV is a well-established cause of diarrhea, it was not associated with moderate-severe diarrhea in this study. This observation may be due to the exclusion of mild cases of diarrhea typically associated with HAstV infection. This result also reflects some of the challenges of using the case-control approach for disease attribution as other well-defined human diarrhea pathogens have also failed in single case-control studies [40, 41] .
Unexpectedly, there were sequences in human stool with high identity to Avian Nephritis Virus 1 and 2 and Canine Astrovirus. These observations may be the result of ingestion of infected meat, as this phenomenon has been described for plant viruses [17, 42] or may be related to environmental exposure to animals. Zoonotic infection has been postulated to occur in astroviruses due to the frequent occurrence of recombination events and wide range of species infected [43] and is another possibility. In addition, a novel astrovirus VA5, similar to the recently reported HAstV-BF34 was identified [32] . It was only the use of broadly reactive PCR primers in this study that enabled the detection of these unexpected or novel agents. Prior studies of the prevalence of classic HAstV used primers that targeted specifically Human Astroviruses 1-8. Those primers could not detect viruses such as Avian Nephritis Virus or Canine Astrovirus. With the dramatic increase the number of astrovirus species discovered, further optimization of consensus astrovirus primers and their application to analyze human cohorts may uncover much more about the types and frequency of astroviruses found in human stool.
Conclusions
In conclusion, astroviruses including the novel MLB-and VA-clades are commonly found in pediatric stools in Kenya and The Gambia and a wide range of astroviruses was detected in this population. One of the most recently discovered astroviruses, MLB3 was also the most prevalent. MLB1 was associated with diarrhea in Kenya, while MLB3 was found more commonly in the control stools in The Gambia. There is diversity within the species of MLB3. Unexpected animal astrovirus species were detected in human stool through the use of broadly reactive PCR primers. Additional studies are needed to better understand the role of these novel astroviruses in human health and disease.
Methods

Samples
This investigation utilized 949 stool samples from cases of moderate-severe diarrhea and matched controls aged 0-59 months participating in the Global Enteric Multicenter Study (GEMS) at two rural sites in Kenya and The Gambia [3] . Samples were collected from Kenya between April 2008 and December 2008 and from The Gambia between March 2008 and April 2009. The study was approved by ethics committees at the University of Maryland, Baltimore, MD, USA, and at both field sites.
Cases of moderate-severe diarrhea were defined as acute (onset within 7 days) with ≥ 3 loose stools within 24 hours and 1 of the following criteria: sunken eyes, loss of skin turgor, intravenous hydration prescribed, dysentery, or admission to hospital. For every enrolled case, one to three matched control children was enrolled. Controls were matched to every case by age (±2 months for patients aged 0-23 months and ±4 months for patients aged 24-59 months), sex and residence (same or nearby village as the patient with diarrhea) (Table 3 ). Controls were enrolled within 14 days of the index case and were excluded if they had diarrhea in the prior 7 days. All stools were previously screened for an array of bacterial, parasitic, and viral pathogens [44] .
In total, 362 stools from Kenya (181 cases, 181 controls) and 587 stools from The Gambia (266 cases, 321 controls) were available for analysis. A Welch two sample t-test was used to examine for differences in age between cases and controls. To assess for differences in gender between cases and controls a chi square test was performed. To determine if presence of specific astroviruses was associated with diarrhea a conditional logistic regression was performed. To analyze if there were significant co-infections with astroviruses and other known pathogens Fisher exact test was used. P values <0.05 were determined to be significant. All statistical analyses were done in SAS 9.3 (Carey, NC).
Screening
RT-PCR screening of nucleic acid extracted from stool filtrates was performed using a one-step kit (Qiagen) with pan-astrovirus primers SF0073 (5′-GATTGGACTC GATTTGATGG-3′) and SF0076 (5′-CTGGCTTAACC CACATTCC-3′) that target the RNA-dependent RNA 
Full genome sequencing
Deep-sequencing was performed on the stool sample containing the newly described virus VA5 using the Roche Titanium FLX platform [14] . 1004 viral reads were identified using Virushunter [45] and assembled using Newbler generating a contig of 6519 nucleotides. The contig was confirmed by RT-PCR and 3′ rapid amplification of cDNA ends. The complete 5′ UTR was not successfully sequenced after multiple attempts. This 6519 base pair sequence was deposited in Genbank [Genbank: KJ656124].
Phylogenetic analysis
MLB3 nucleic acid amplicon sequences were aligned and maximum-likelihood trees were created by CLUSTALX version 2.1 with 1000 bootstrap replicates. Phylogenetic analysis of the recently described VA5 was performed by aligning amino acid sequences from the complete ORF2 with MUSCLE. Best-fit model was determined using Prottest (version 2.4) [46] , and maximum-likelihood trees were generated using Phyml (version 3.0) [47] . Accession numbers for astrovirus sequences used in 
